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Comparison of STD analysis protocols using 4 with BSA 6
Figure S4.1 Saturation growth curves for 4 in complex with BSA 6 (4, 5) precluded in our studies because of limited lifetime of the gp41-ligand complexes. As an alternative, a recently described method GEM-CRL showed that relaxation differences could be mitigated by scaling the STD intensities by T 1 -1 , provided that certain experimental conditions were met.(6) These conditions included long saturation times, on the order of 10 s or more, ligand :
protein ratios > 200, fast exchange and relatively low protein rotational correlation times. Certainly our protein receptors fit this last category since they are ≤ 30 kDa in size, and our ligand is in fast exchange.
However in our system, we found that long saturation times tended to equalize transferred magnetization across the ligand due to spin diffusion, and that too high a ligand : protein ratio led to little observed STD effect because of the weak affinity. Furthermore, T 1 scaling has been successfully applied to data collected with 2 s saturation time and a ligand : protein ratio of 67 -100. (7, 8) To validate our use of T 1 scaling, we applied different data handling methods to STD data the k sat regardless of the saturation time. It appeared that the 1.5s saturation time data yielded a closer match to the k sat profile than the 12s data after correcting for T 1 . Slight outliers are protons with large relative STD factors, and with T 1 's longer than the mean (B3) or shorter than the mean (CH 2 ), resulting in modest over-or underestimation, respectively, of saturation transfer rates compared to k sat values.
Differences were within 20% for the 1.5 s data and 40% for the 12 s data, less than the approximately 2-fold error associated with data processing (see text). These results confirm that T 1 scaling is a valid method to compensate for relaxation variation across the ligand, yielding an STD profile that is consistent with that obtained from initial rates. Indeed accuracy of the latter technique is limited by low STD intensities at the low saturation times that define the initial rate.(4) Moreover T 1 scaling can be applied to data obtained at low saturation time in our system, with the proviso that analysis is restricted to relative STD factors and overall profile or pattern matching. 
